Abstract: Pancreatic cancer is a public health problem because of its increasing incidence, the absence of early diagnostic tools, and its aggressiveness. Despite recent progress in chemotherapy, the 5-year survival rate remains below 5%. Liquid biopsies are of particular interest from a clinical point of view because they are non-invasive biomarkers released by primary tumours and metastases, remotely reflecting disease burden. Pilot studies have been conducted in pancreatic cancer patients evaluating the detection of circulating tumour cells, cell-free circulating tumour DNA, exosomes, and tumour-educated platelets. There is heterogeneity between the methods used to isolate circulating tumour elements as well as the targets used for their identification. Performances for the diagnosis of pancreatic cancer vary depending of the technique but also the stage of the disease: 30-50% of resectable tumours are positive and 50-100% are positive in locally advanced and/or metastatic cases. A significant prognostic value is demonstrated in 50-70% of clinical studies, irrespective of the type of liquid biopsy. Large prospective studies of homogeneous cohorts of patients are lacking. One way to improve diagnostic and prognostic performances would be to use a combined technological approach for the detection of circulating tumour cells, exosomes, and DNA.
Introduction
Pancreatic ductal adenocarcinoma (PDAC) cancer is a significant public health problem and a medical and scientific challenge because of its increasing incidence, the lack of reliable early biomarkers, and the absence of preventive screening and efficient therapies to overcome these aggressive and highly heterogeneous neoplasms [1] [2] [3] . The only curative treatment is surgery, which is only feasible in 15% of cases. For other patients, the tumour is already metastatic or locally advanced at the time of diagnosis. Despite application of chemotherapy protocols such as FOLFIRINOX (association of 5-fluoro-uracile, oxaliplatin and irinotecan), which increases survival after palliative or adjuvant therapies, the 5-year survival rate remains below 5% [4] [5] [6] . In parallel with the search for new treatments, several challenges must be faced to help alleviate the dismal prognosis of PDAC. One of these is to discover new biomarkers to ensure early detection, make a meaningful prognosis, and help predict recurrences. Ideally, these questions should all be addressed remotely, without the need for invasive, painful, and risky procedures. In this context, real-time liquid biopsy is an emerging tool of particular interest from the scientific and clinical perspective because complementary circulating biomarkers are released by the tumour and its metastases and therefore distantly reflect the disease [7] [8] [9] [10] . Liquid biopsies are collected in a non-invasive manner and allow diagnosis and molecular follow-up of patients. They have already been implemented in the clinic to monitor and manage the therapies of a number of epithelial cancer patients [11, 12] .
The purpose of this review is to address all molecular, technological and clinical aspects and issues of liquid biopsies, as they relate to PDAC. Circulating tumour cells (CTCs), cell-free circulating tumour DNA (ctDNA), circulating tumour extracellular vesicles (e.g., exosomes), tumour educated platelets (TEPs), and blood-based protein and metabolite markers are specifically discussed, because they provide pragmatic perspectives on the application of promising technologies to the manage patients at all stages of PDAC.
Current Diagnosis for Pancreatic Cancer
PDAC diagnosis usually relies on information obtained using sequential procedures, including imaging data (ultrasonography, computerised tomodensitometry (CT), magnetic resonance imaging (MRI) and endoscopic ultrasound (EUS)). Blood markers are lacking, and the only one used is the carbohydrate antigen 19-9 (CA 19-9) which displays too low sensitivity and specificity to be useful as a stringent diagnostic marker for PDAC. Although CA19-9 is an acceptable marker for advanced and symptomatic tumours (sensitivity of 80%; specificity of 82%), its performance falls rapidly in the case of small non-metastatic lesions [13] . The different imaging techniques aim to detect a pancreatic tissue mass and to determine its spread locally by evaluating possible venous and arterial vascular invasion, but also at distance to detect metastases, specifically peritoneal and hepatic metastases. These are sometimes detected by diffusion MRI. After having assessed its spread, the tumour will be classified as either locally advanced and non-resectable (25% of patients at the time of diagnosis), metastatic (50%), borderline (10%), or resectable (15%). The performance of the CT and the MRI are generally equivalent for the diagnosis and assessment of pancreatic cancer staging [14] , with CT more effective for the diagnosis of tumour unresectability. However, in the majority of cases (except for resectable tumours) a pathological confirmation is required either with a fine-needle aspirate of a metastasis or a EUS-guided fine-needle aspiration (EUS-FNA) of the primary tumour. More than 20 years of EUS experience have now paved the way for safe guided FNA biopsies of solid pancreatic lesions for cytopathological analysis [3, 15] . EUS-FNA is thus now an effective technique to diagnose and assess the staging of PDAC, especially for tumours less than 2 cm [16] [17] [18] . However, its performance (and performances of other imaging techniques) greatly depends upon the operators' experience and certainly on the nature of the PDAC, depending on the importance of stroma. In other words, the more abundant the tumour stroma, the fewer carcinoma cells will be present in EUS-guided microbiopsy samples. Accuracy of EUS-FNA to diagnose malignancy varies widely, with sensitivity ranging from 65% to 95% with a mean accuracy of 85%. In addition, the negative predictive value still ranges from 50% to 70% and the EUS-FNA may be inconclusive or ambiguous in up to 20% of cases [16, 19, 20] of PDAC. Inconclusive specimens can be defined as the presence of coagulum with normal cells or acellular samples. Ambiguous samples can be defined by the presence of atypia and/or low-grade dysplasia and/or be atypical for the malignancy. Recently, technical and clinical improvements to EUS have been developed such as elastography, contrast-enhanced EUS, and the use of an on-site pathologist. Each of these procedures may improve EUS for tissue characterizations [14, 21] as well as for differentiating between PDAC and neuroendocrine tumours, lymphoma, or autoimmune pancreatitis [16, 17] . Nevertheless, in cases of strongly suspected PDAC, a negative EUS-FNA result remains problematic. A second EUS-FNA is therefore required, equating to a treatment delay for the patient, which is known to negatively influence the prognosis of PDAC [22] . In addition, there is the problem of the differential diagnosis between PDAC and chronic pancreatitis in its pseudo-tumoural form and, more rarely, with autoimmune pancreatitis. In these cases, histological diagnosis is also crucial to avoid unnecessary surgery.
To assist in cytopathological diagnosis, the research and characterisation of new molecular markers is an active field. Nevertheless, since the oncogenic KRAS point mutation is a frequent event during PDAC, the identification of this mutation in tumour tissues may aid diagnosis. We and others have demonstrated that KRAS-mutation analysis, performed on EUS-FNA samples, appears to be highly accurate in differentiating benign versus malignant pancreatic solid lesions [19, 20, 23] . Faced with solid pancreatic masses, combining results of the KRAS-mutation assay with cytopathology can increase the sensitivity and accuracy of diagnoses when compared to cytopathology alone [20, [24] [25] [26] . More importantly the negative predictive value of cytopathology alone for this indication is increased from 67% to 88% when combined with a KRAS mutation assay [20, [24] [25] [26] . KRAS mutation detection has also been performed on circulating cell free tumour DNA and on isolated exosomes. The hope is to obtain a non-invasive, reliable, and reproducible biological marker demonstrating the presence of PDAC, irrespective of stage. We will discuss the potential of the different liquid biopsy approaches applicable to PDAC by trying to compare performance, weaknesses, and prospects.
Circulating Tumour Cell-Based Diagnosis of Pancreatic Cancer
The clinical utility of CTC detection for cancer patients regained interest during the late 1990s, and is now referred to as liquid biopsy [10] . Progress with regards to CTC capture/identification has predominantly relied on technical advances. Numerous CTC detection methods have been described. These primarily rely on a first step of CTC capture/enrichment based on tumour cell biological (immunological positive or negative selection) or physical properties (size, deformability, cell density), followed by a second detection step based on immunocytochemistry, molecular biology, or a functional assay [27] . Liquid biopsies can be performed on several body fluids, but application to pancreatic cancer detection has mainly been performed on total peripheral blood [28] .
At first, liquid biopsies relating to pancreatic cancer used methods combining density centrifugation and RT-PCR detection of tumour markers, which were already known to have a poor specificity as circulating tumour biomarkers. This is exemplified by the low detection rates with CEA mRNA detection (26%, [29] ), cytokeratine 20 (CK20, 34%, [30] ), and EpCAM (epithelial cell adhesion molecule) (25%, [31] ). These low detection rates could not be overcome by recruiting a higher proportion of early stage patients [29, 30] , except in the case of EpCAM RNA-based detection, since most patients were eligible for up-front surgery (83%, [31] ). With increasingly available tools allowing the specific capture of epithelial cells from whole blood, numerous studies have tested combined immunocytochemistry detection of tumour markers on isolated cells. First, the CellSearch© system, currently considered as the gold standard because it has been cleared by the U.S. FDA (Food and drug Administration) for use in metastatic breast, colon, and prostate cancer, has been tested in several studies. This system allowed a PDAC diagnosis to be made in 11-48% of patients in cohorts comprising at least 53% of patients with locally advanced or metastatic disease (Table 1) [29] [30] [31] [32] [33] [34] [35] [36] [37] [38] [39] [40] [41] [42] [43] [44] [45] . Even when all the patients in the cohort had advanced disease, rates of CTC detection were not observed to increase (with one result for example being 32.3% [39] ). As expected, when 100% of the patient cohort comprised resectable cases, the number dropped to less than 7% [42] . These quite disappointing results were usually explained by the fact that the CellSearch ® system is based on EpCAM and cytokeratin expression. These epithelial markers are down regulated and might even be lost during the epithelial-mesenchymal transition (EMT, [46, 47] ), which is a well-accepted fact for CTCs [48] . To limit this detection bias, CTC enrichment of blood samples has been tested using CTC physical properties. The isolation by size of epithelial tumour cells method (ISET, [49] ) might be a good alternative for CTC detection, as it is unbiased by the needed presence of cell surface EpCAM. After whole blood cell filtration on a microporous membrane, retained cells are stained by routine histology with or without pan-cytokeratin immunocytochemistry. CTC identification and counting is performed by pathologists trained to identify the specific morphology of tumour cells [49] . In a cohort comprising more than 80% metastatic patients, for which results using both methods were available for 27 patients, the detection rate reached 93% for ISET as compared to only 40% for CellSearch ® with higher mean numbers of CTCs (6 vs. 26 CTC/7.5 mL, Table 1 ). Another cohort including mainly patients with early stage disease found 78% of PDAC [37] , even when pan-cytokeratin positivity was associated with CTC detection. The ScreenCell ® filtration method identified 67% of PDAC patients, including 72% of advanced diseases, with cytomorphologic criteria after filtration [38, 43] . The latter study included the detection of mutant KRAS in CTCs, with high discrepancy between tumour and CTC status. Indeed, whereas 97% of tumours carried mutant KRAS, 18% of the CTCs were found to carry only the KRAS wild type allele. Even CTCs from five out of the 12 metastatic tumours were KRAS WT (Wild Type). Thus, it is possible that cytomorphological-based CTC identification of filtered cells might falsely consider epithelioid or endothelial cells as epithelial tumour cells, leading to a general CTC overestimation. This hypothesis is supported by a report analysing 171 blood samples from patients with various pancreatic diseases (including 63% PDAC, [50] ) and nine healthy controls. The nine healthy controls were free of circulating epithelioid cells (CEC), but of the 115 patients with CECs, 25 (15%) had non-malignant diseases. Morphologic characteristics of malignant CECs were undistinguishable from non-malignant CECs. In addition, CECs were also detected in inflammatory benign colonic diseases [51] , suggesting that in specific cases only, these methods might detect cells shed by primary tumours as well as by benign lesions. We may also argue that identification of the KRAS mutation, which is detected very early during PDAC oncogenesis, may help detect early disease, which is eligible for surgery, before tumours grow too big or even disseminate.
Most studies nevertheless correlate the presence and/or number of CTCs with clinical parameters ( Table 1) . As expected, high CTC numbers correlated with metastatic disease [34] with a worse overall or progression free survival [37] [38] [39] 41, 42, 45] . When sensitivity of detection is low (11%), CTC positivity correlates with adenocarcinoma differentiation [52] .
Overall CTC-based diagnostic of PDAC is highly specific, since most studies with healthy control groups report close to 0 false-positive results (except for 3.6% in [35] ). However, sensitivity suffers from the rarity of CTCs which are not efficiently captured/enriched by currently available methods. Filtration and morphologic-based CTC identification carries the risk of over interpretation [50] . In summary, the presence of CTCs from resected, locally advanced, or metastatic tumours was associated with poor PDAC patient prognoses, an increased number of metastases and an increased likelihood of relapse. As shown in Table 1 , 13 out of 18 studies concluded that the presence of CTCs indicate poor survival. This is also illustrated in Figure 1 . 
Circulating Tumour DNA for Diagnosis and Prognosis of Pancreatic Cancer
ctDNA originates from necrotic or apoptotic cells but can also be actively secreted by cells. CtDNA is highly fragmented with a median size of 170 base pairs, which corresponds to internucleosomal DNA fragments. CtDNA is cell-free, circulating tumour DNA, because it contains mutations that are only specific to cancer cells [9, 53] . Only very few studies have investigated methylation, microsatellite instability and allelic imbalance in ctDNA [7, 54] . In contrast, the detection of KRAS mutation in plasma and serum appears the most widely used approach [7, . Various effective methods have been developed for KRAS mutation analysis and now replace direct sequencing and other methods requiring a pre-amplification step, such as RFLP. All these new methods include q-PCR methods, allele-specific PCR using amplification refractory mutation system technology or co-amplification at a lower denaturation temperature, PCR methods, pyrosequencing approaches, and real-time PCR methods that use specific probe technologies, such as peptide nucleic acids [62, [79] [80] [81] [82] . Digital droplet PCR (dPCR) is another approach which displays exceptional sensitivity and only requires a low starting concentration of DNA template. For example, considering the sensitivity of different KRAS mutation detection techniques (i.e., ratio mutant/wild type KRAS) that of direct sequencing is 10-30%, while that of next generation sequencing (NGS) is 10% and that of dPCR is 0.01% [83, 84] .
Numerous studies have been conducted to investigate the role of circulating DNA in patients with PDAC. The major studies that included more than 20 patients are compiled in Table 2 85] . Of the 24 studies, only 13 included patients with benign pancreatic lesions or healthy subjects. Most studies have applied the detection of the KRAS oncogene mutation to identify circulating tumour DNA. Two questions arise with regard to the detection of circulating DNA: Does it have a diagnostic advantage (and/or can it detect early lesions)? Does it have a prognostic value?
It seems that the detection of KRAS mutations from blood still has limited value for the identification of early tumours or micrometastatic disease, which suggests that either a limited amount of ctDNA is released at these stages of the disease, or that the ctDNA concentration is so low and it is so degraded, that its detection requires more sensitive nucleic acid processing and analysis technologies. In the specific context of the PDAC diagnosis, despite the use of the most efficient techniques such as dPCR, there is the problem of sensitivity of the KRAS assay. Indeed, concordance studies have been carried out between the presence of the KRAS mutation in the primary tumour and the search for the mutation in ctDNA: the concordance varies from 25% to 75% and finally the sensitivity of this approach is highly dependent on the nature of the tumour [7, 54] . If we analyse the results displayed in Table 2 , the presence of a KRAS mutation in ctDNA is observed in nearly 70-80% of locally advanced and metastatic patients while this value ranges from 30% to 68% for patients with resectable tumours. One simple explanation is that the quantity of ctDNA might depend on the number of PDAC cells in the blood as well as the extent of metastasis. However, this postulate remains to be proven. In addition, and as discussed above, the sensitivity is improved in the case of dPCR (43-78%) when compared to simple PCR or sequencing (27-47%) ( Table 2) .
Several groups, including ours, have investigated whether the presence or absence of a KRAS mutation can influence the prognosis of PDAC [68, [86] [87] [88] [89] [90] . Biological samples are varied and include tumour tissues, blood, plasma, or EUS-FNA. Overall and regardless of the type of biological sample used, the presence of a KRAS mutation has a negative influence on the prognosis of PDAC patients whether or not they undergo surgery (with complete tumour resection or whether they have locally advanced and/or metastatic PDAC). As shown in Table 2 , 17 out of 24 studies concluded that the presence of a KRAS mutation had an adverse effect on survival (Figure 1) .
Some studies also pointed out that the KRAS mutational subtype might also negatively influence prognosis per se (such as G12D and G12V) [38, 64, 68] . A different coupling to the downstream-signalling pathways of the KRAS protein, depending on the type of mutation, may explain these results [91] [92] [93] . On the whole, it is highly likely that ctDNAs will play a role in PDAC prognosis. However, new prospective studies are required, which specifically include control patient groups (i.e., free of pancreatic disease and not suffering from chronic pancreatitis) in order to clearly evaluate the sensitivity, specificity and predictive values of this assay for a possible non-invasive diagnosis of PDAC. One more issue is the variability of the detection assay itself in the absence of "universal" threshold and quantification values. To gain further insight and reach a definitive conclusion, multicentre studies in a larger (i.e., more than 200 patients), homogeneous cohort of patients (to allow strong multivariate analyses) are certainly needed. These studies must include sequential sampling of blood in order to establish the real reproducibility of the methods and to evaluate the potential performance, to either predict the response to treatment or the likelihood of relapse. The fragmentation partner of ctDNA itself can help distinguish healthy donor from patients with cancer, including pancreatic adenocarcinoma [94] . Indeed, profiles of healthy individuals reflected nucleosomal patterns of white blood cells, whereas patients with cancer have largely altered fragmentation profiles. Using artificial intelligence, researchers were able to detect breast, colorectal, lung, ovarian, pancreatic, gastric or bile duct cancer inpatients ranging from 57% to more than 99% among the seven cancer types at 98% specificity, with an overall area under the curve value of 0.94. Fragmentation profiles could also be used to identify the tissue of origin of the neoplasm. Combining fragmentation profiles with mutation-based cell-free DNA analyses detected 91% of patients with cancer.
Beyond mutational burden, methylation of ctDNA has recently emerged as a promising approach for cancer risk assessment and monitoring, especially for the detection of early tumours, including pancreatic cancer [95] , or in colon cancer where a five-gene methylation panel can be used to compensate for the absence of patient-specific mutations to monitor tumour burden [96] . While challenging, this strategy has recently benefited from major technological advances [97] , and could be proposed soon for assessing pharmacodynamics in clinical trials or when conventional ctDNA detection or imaging prove to be of limited use.
Exosome-Based Diagnostic for Pancreatic Cancer
Circulating tumour extracellular vesicles (EVs), including exosomes, are enriched with many bioactive molecules such as RNA, DNA, proteins, lipids and metabolites [98, 99] . Once released from parental healthy or cancer cells, the cargoes reflect the status of that parent cell, and have the ability to relay signals between cells. For example, pancreatic cancer-derived exosomes loaded with tetraspanin 8 recruit proteins and mRNA cargo that can activate angiogenesis-related gene expression in neighbouring non-tumour endothelial cells [100] . EVs can also act at a distance. For example, Kupffer cells, the resident macrophages in the liver, have been shown to uptake pancreatic cancer derived exosomes containing the macrophage inhibitory factor (MIF). MIF promotes TGF-β (transforming growth factor beta) secretion by Kupffer cells, which in turns stimulates neighbouring hepatic stellate cells to secrete fibronectin, and creates local inflammation, considered to be the niche of pancreatic metastases [101] . Thus, due to their actual demonstrated activity, the detection of transported biomolecules protected from degradation by external nucleases or proteases presents an opportunity for both the diagnosis and prognosis of cancer.
There is currently no universal method for EV isolation/enrichment from body fluids, although recommendations from the International Society for Extracellular Vesicles have been first listed in 2014, and updated in 2018 [102] . Focusing on studies interested in PDAC, several methods have been described, all of them being complemented by PDAC-specific molecular characterisation of the enriched samples. For instance, enrichment by ultracentrifugation with or without sucrose gradients and ultrafiltration, or by kit-based precipitation have been reported (Table 3) . More specifically, antigen-based exosome capture is also available using the CD63 exosome-specific tetraspanin in conjunction with microfluidic systems or magnetic beads. As EVs are released by any healthy or diseased cell, additional molecular characterisation of the obtained vesicles is required. Authors have been focusing on bioactive molecules carried by EVs such as nucleic acids and proteins.
As for other types of cancers [103] microRNA (miR) identification has been studied in the context of pancreatic cancer. As presented in Table 3 , several, distinct miR signatures have been reported. From the testing of four individuals miRs (miR-17-5p, -21, -155, and -196a), miR-17-5p and -21 were shown to have a high diagnostic value, with a sensitivity and specificity between 72% and 95%. miR-155 and -196a were disregarded due to their low levels of expression in cancer exosomes [104] . Conversely, Xu et al. described an increased abundance of miR-196a, miR196b, or miR1246 exosomes in PDAC patients with areas under ROC curves (AUCs) ranking between 0.71 and 0.81. Other authors have found an increase in the expression of miR-191, miR-451a, and miR-21 in pancreatic cancer and IPMNs. Diagnostic accuracy was better than with CA-19.9 for early stage cancers, at approximately 80% [105] . Using a microarray approach on patient exosome samples, miR-1246, -4644, -3976, and -4306 were each found to be increased in PDAC samples [106] . Although theses authors did not report individual specificities and sensitivities, which were not 100% according to published figures, they did report that when all four miRs were combined they were detected in 9% of healthy controls (false positives) and in 80% of PDACs (20% of false negatives). The prognostic value of miR quantification in exosomes was not evaluated by all authors. Unlike miR-21, the expression of miR-17-5p was correlated with tumour stages [104] , although Goto et al. did find miR-21 to be prognostic for overall survival and chemo-resistance [105] . Interestingly, miR-451a was associated with patients with mural nodules in IPMNs [105] , which is a sign of malignancy [114] . Quantifying miR-451a in exosome liquid biopsies could help in decision making for surgery of branch duct IPMNs. On the whole, a prognostic value has been found in five out of the 11 studies detailed in Table 3 ( Figure 1) .
It should be noted that circulating miR detection has superior sensitivity compared to ctDNA in the surgical setting; indeed, pre-operative plasma miR-21 was recently found as a sensitive biomarker and independent prognostic factor in patients with pancreatic cancer undergoing surgical resection [115] . Our group has participated in the demonstration that circulating miR sampled from different sources have biomarker value in preclinical models of PDAC and in patients. Briefly, we generated the first signature of salivary miR sampled from patients with locally advanced pancreatic tumours and found that selected salivary miRs, among them miR-23a, miR-23b, and miR-21, differentiate pancreatic cancer patients from patients with pancreatitis and matching healthy controls [115, 116] . Interestingly, in mouse models of pancreatic cancer, the increase in salivary miR-23a, miR-23b and miR-21 levels precedes tumour burden detection by imaging [116] . In addition, in patients treated by gene therapy, we found that a panel of plasma miRs is predictive of response to therapy [117] . Since then, our group has partnered with physicists to develop novel nanodevices for the detection and quantification of candidate miRs from patients [118] .
MiRs are not the only nucleic acid cargo of the exosomes. Unlike ctDNA, whose maximal size ranges from 150 to 170 base pairs [119] , exosomes contain >10 kb fragments of double-stranded genomic DNA with detectable KRAS and p53 mutations when obtained from PDAC patients [120] . The difference in length observed between ctDNA and exoDNA is explained by the fact that DNA in exosomes is protected from nucleases. The relevance of exoDNA is actually a recent concept, and only a few studies have compared ctDNA and exoDNA diagnostic performances. Of note, specificity seemed to be impaired by the strength of the digital PCR-based positive signal in the detection of mutant KRAS in exoDNA in non-neoplastic patients examined in two recent reports. With mutation detection rates of 25% (3/12, [79] ) and 7.4% (4/54, [109] ) reported respectively. The KRAS mutation has already been described in a non-negligible proportion of plasma from healthy individuals (14/394, 3.5%, [121] ) possibly reflecting a rare spontaneous somatic mutations. As for ctDNA, the high rates obtained in exoDNA might be linked to the highly sensitive detection method of KRAS mutants, which necessitate an interpretation considering the mutant allele frequency (MAF, [79] ). The diagnostic performance of exoDNA was somewhat disappointing, since diagnostic accuracies ranked between 35% and 69% [79, 109] . However, exoDNA showed relevance in PDAC management, as a correlation with progression free survival was detected in both studies, but this correlation was limited to patients with metastatic disease [106, 113] . Despite its good prognostic value, exoDNA based on mutant KRAS detection using highly sensitive detection techniques, might not be suitable on its own for general population screening as it yields a high rate of false positives [79, 109] . Additional biomarkers such as miRs or proteins should be included in the screening plan to improve the specificity.
Since protein cargo of EVs carry their biological function, diagnostic accuracy might be increased by protein marker identification. The membrane protein heparan sulfate proteoglycan glypican 1(GPC1) is overexpressed in several types of cancers, in particular in pancreatic primary tumours [122] . In 2015, a promising study quantified GPC1-positive exosomes in peripheral blood to diagnose PDAC and reported a sensitivity and a specificity of 100% [107] . Moreover, this circulating biomarker had strong prognostic value and could detect pre-neoplastic stages. In later studies, exosomal GPC1 alone failed to diagnose PDAC [108] . A signature with five exosomal surface proteins including GPC1 showed better sensitivity and specificity than each marker analysed separately (86% and 81%, [111] ). Using an alternating current, electrokinetic (ACE) microarray chip that captures nano-particles including exosomes directly from plasma, followed by quantification of CD63 and GPC1, retrieved good but not perfect performance (sensitivity 99% specificity 82%) with false negatives and false positives [112] . Pulling down GPC1-expressing exosome did not increase diagnostic performance of miR-196a and miR-1246 [110] . Discrepancies in exosomal GPC1 validity in detecting PDAC might come from methodological differences. However, details on flow cytometry controls and settings published by Melo et al. raise questions on the validity of the published results. This might explain why no independent study has been able to confirm their results by using the same method. In addition to GPC1, the zinc transporter protein ZIP4 has recently been studied as an exosomal protein biomarker. The authors did not report diagnostic accuracy, but the AUC was 0.89. As was the case for GPC1, exosomal ZIP4 led to false-positive and false-negative results [113] .
In conclusion, recent experimental applications utilising miRs, DNA, and exosome protein signatures, have not yet found a routine application for these techniques in the diagnosis of pancreatic cancer. Exosome isolation and characterisation is a major challenge in the field and is required to improve and standardise methods [102] . Another obstacle is the choice of the molecular signature. Exosomes are for instance very rich in differentially expressed miRs, as 119 miRs, with a 5-fold higher expression level detected in pancreatic cancer compared to healthy controls [106, 123, 124] . Among the numerous targets in each category, which have been selected by diverse strategies, only a few have been tested to date. Of the cited references here, it appears that combining miR-1246, miR-21, GPC1 and ZIP4 might be very relevant for the diagnosis of PDAC in particular.
Tumour-Educated Platelets
The team of Würdinger et al. has for many years explored how platelet RNA biomarker signatures can be altered by the presence of cancer [125] and reported an important role of these tumour-educated platelets (TEPs) as liquid biopsies in solid tumours (e.g., glioblastoma, non-small cell lung cancer, colorectal cancer, pancreatic cancer, breast cancer, and liver and bile duct carcinoma) [126] . Indeed, it has been previously shown that platelets interact with tumour cells and affect tumour growth and dissemination [127] . This interaction affects not only the expression of relevant genes in tumour cells, but also alters the RNA profile of blood platelets called TEPs. Interestingly, tumour-associated biomolecules can be transferred to platelets resulting in their education [125] . External stimuli (e.g., activation of platelet surface receptors and lipopolysaccharide-mediated platelet activation) induce specific splicing of pre-mRNAs in TEPs. Thus, RNA sequencing (thromboSeq technique) performed on 228 blood platelet samples from patients with different tumour types including pancreatic cancer showed that the location of the primary tumour was correctly identified with 71% accuracy [126] . Moreover, TEPs mRNA profiles could distinguish mutant KRAS, EGFR, or PIK3CA tumours, which is a crucial application in oncology. In conclusion, the ability of TEPs to identify precisely the location of the primary tumour as well as its molecular composition opens a new avenue to use liquid biopsies for cancer diagnostic. An important step in the future will be to demonstrate the clinical utility of TEPs as liquid biopsy biosources in large prospective clinical trials.
Blood-Based Protein and Metabolite Markers
Recent studies have addressed the role of circulating proteins for the diagnosis and the prognosis of PDAC. In most of these studies, the candidate biomarker is compared with CA 19-9. Two studies investigated the diagnostic value of thrombospondin-2 (THBS2), which is a disulfide-linked homotrimetric glycoprotein that mediates cell-to-cell and cell-to-matrix interactions [128, 129] . The levels of THBS2 were compared in patients with PDAC, as compared to patients with benign pancreatic diseases. While the diagnostic performance of the THBS2 (ELISA) plasma assay is similar to that of CA19-9 (area under curve of the ROC 0.73 to 0.94) (AUC), the combination of the two assays significantly improves these performances (AUC: 0.90 to 0.97). A team from Texas University MD Anderson Cancer Center recently demonstrated that tissue metalloproteinase inhibitor-1 (TIMP1) and the Leucine-rich alpha-2-glycoprotein 1 (LRG12) expression detection shows significant performance for the diagnosis of early stage PDAC (AUC: 0.95), when associated with CA 19-9 detection [130] .
In a similar study, they found that 5 metabolites show interesting diagnostic performance, either alone (AUC 0.72-0.84), or in combination (0.82-0.95). Combining this metabolomics signature with TIMP1, LRG1, and CA 19-9 detection gives a remarkable AUC of 0.92 [131] . Another team studied the diagnostic value of a combination of nine metabolites associated with the CA 19-9 assay. Of these nine candidates, five were able to discriminate PDAC and chronic pancreatitis with diagnostic values up to 0.95 [132] . Finally, a recent study revealed that high circulating levels of inhibitory immune checkpoints (such as PDL-1, BTLA, BTN3A1, and BTN3A) correlate with shorter survival [133] .
Conclusions and Future Directions
The aim of liquid biopsies is to increase the negative predictive value of the gold EUS-FNA cytopathology standard but also to ensure the rapid diagnosis of PDAC in order to facilitate its early management. Other aims are to hopefully identify tools and conditions for a better evaluation of the prognosis as well as to better monitor PDAC patients, before and after surgical resection and in addition to allow prediction of relapses. However, there are still some unknowns regarding the use of liquid biopsies in the current practice for PDAC. Indeed, there is an obvious heterogeneity of the methods, regarding either the type of biomarker source "cells, DNA or exosomes" and the molecular targets used to identify them. The idea would be to get combined information as an index or an algorithm to get a more precise picture of cancer progression (e.g., quantitative and qualitative). On the other hand, standardisation is required before (or after) establishing the real place of liquid biopsies in the management of PDAC. With regard to diagnosis, the results are more convincing in the case of locally advanced and/or metastatic cancers, considering the size of tumour mass and diffusion. Nevertheless, the improvement of detection methods (such as the dPCR for the detection of the KRAS oncogene mutation) and the combination of liquid biopsy types (example of ExoDNA) should allow us to obtain a diagnostic yield that fits the current clinical practice. Thus, more emphasis on technical validation is required, and projects such as the European CANCER-ID, European Liquid Biopsy Academy (ELBA) and European Liquid Biopsy Society (ELBS) networks or the U.S.-based BloodPAC have been initiated to meet this challenge. These consortia combine the expertise of academic and industry partners and will hopefully lead to the development of robust liquid biopsy assays and inform the design of the trials needed to prove the clinical utility of liquid biopsy testing. These societies and consortia attempt also to find an agreement on the best way to collect, store and handle this type of sampling and analysis in such a way as to not only unify but also centralize it at expert centres.
Beside standardization of the methods, more studies are needed including a larger number of patients. Indeed, from a statistical point of view, most published studies have included between 50 and 75 patients with PDAC and the number of controls is not higher. It is obvious that any robust assessment of the sensitivity and specificity of a diagnostic method requires a sufficient number of patients, taking into account the heterogeneity of the disease (i.e., metastatic, locally advanced, borderline). The same is true for prognosis, which is certainly appreciable for all types of patients by measuring overall survival, but the evaluation of progression-free survival or recurrence after surgery is just as important. For this purpose, subgroups with a sufficient number of patients must also be studied.
Recent translational discoveries pinpoint that PDAC tumours are highly heterogeneous, at the molecular and cellular levels that can account at least in part to PDAC extreme resistance to treatment. This heterogeneity reflects the difficulty not only of early diagnosis but also of selecting reliable biomarkers. There are many markers and this is found in the field of liquid biopsies. Indeed, the only example of exosomes attests to this variety and heterogeneity since proteins, DNA, miRs coexist. This reflects the value of combining several methods. Recent examples have been given by the isolation of circulating exosomes carrying ctDNA or proteins of interest [79, 99] .
The role of liquid biopsies to assess PDAC prognoses is also evident, but in the absence of a significant therapeutic arsenal, the current therapeutic attitude for locally advanced or metastatic cancers will continue to be used. However, this is not to imply that we should sit twiddling our thumbs; our efforts must be doubled to identify biomarkers but also nanodevices for detection in the likely event that progress will be made in the therapeutic management of these advanced forms of the disease.
On the other hand, for patients with a resectable tumours and/or without obvious metastases, the contribution of liquid biopsies for the diagnosis of small metastases or the prediction of an early relapse after surgery would be of great benefit. Indeed, the surgical decision, the neoadjuvant treatment, and the intensification of adjuvant treatment could all be modified and decided on this basis.
In addition, these new non-invasive methods which lend themselves to frequent sampling, could certainly benefit from a combination of several approaches by concomitantly detecting several circulating tumour elements. A representative example is the exosomes that are carriers of tumour DNA; these might indeed be representative of tumour spread and metastasis. This approach would allow the evaluation and monitoring of the "distant activity" of PDAC. In addition, the use of NGS or miR profiling containing specific "molecular signatures" that have been already characterised in pilot studies (as detailed in the present review) may also improve the sensitivity of liquid biopsies in PDAC and could be integrated as a tool for personalised medicine.
The improvement of technology for detection and isolation of CTCs and exosomes will certainly be of importance, as well as pilot studies comparing blood samples near the tumour (portal vein in the case of PDAC) and peripheral blood. In addition, isolation of CTCs will be also be a great model for in vivo studies of tumour progression and response to treatment.
In conclusion, all published studies suggest that real-time liquid biopsy is a highly promising clinical tool for the non-invasive diagnosis and prognosis of PDAC in the future. Combination of methods will certainly be the key point of these promising modern methods of diagnosis. 
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